(i9)iaiftttWBfw*taii 




i inn lamn d iiidi did iidi hoi mi i d di iiqi iiiii iidi diii diii iio iiiiid iiii nn mi 



(43) BBttM B (10) @P5»BB»^ 

2004 ^8^5 0 (05.08.2004) PCT WO 2004/065419 Al 



(51) m®&ft#m 7 : C07K ld/18, C12P 

21/08, C12N 5/20, A61K 39/395, G01N 33/53, 33/577, 
A61P i/00, 1/10, 1/12, 1/14, 15/00, 35/00, 43/00 



(21) StRfflllS^: 

(22) g&tfJBSEI: 

(25) BRtHJMG>VB: 

(26) SBS^I8(DSBg: 



PCT/JP2004/000498 
2004^1 fl21 B (21.01.2004) 



(30) S5fe«^-$: 

t#Jg|2003-014055 2003 *£1 R22 B (22.01.2003) JP 

(71) &uxmm£»<±x<Dis%®\z'Di\T): rbxb 

Xgfttf&tt (TAKEDA CHEMICAL INDUSTRIES, 
LTD.) [JP/JP]; T 5410045 *BKJ&*B5rS 
BT1 1 S 1 Osaka (JP). 

(72) &E%;ifccfctf 

(75) «H*/UHAr*H(::ol*T0!W: #*g»(MAT- 
SUMOTO, Hirokazu) [JP/JP]; T 3050821 3?*£R*3 < 
If l&#H 2TS35-10 Ibaraki (JP). JS^ 
(HORKOSHI, Yasuko) [JP/JP]; f 3050821 3?ttlftO 

< If rrJ» 02TI37-4-2O5 Ibaraki (JP). JgB 

(MASUDA, Yasushi) [JP/JP]; T 3050032 3? *8liO 

< IfrfittB 1TB 8-14-906-210 Ibaraki 



(JP). *tt ffife (OHTAKI, Tetsuya) [JP/JP]; t 305003 1 
3?ttRO< lfrri§g3Tg 14-32 Ibaraki (JP). 

(74) ttSA: EJg , n(TAKAHASHI,Shuichietal.); 
T5320Q24*EJ»*KmaJHB+=*Br2TB 1 7# 
8 54KBXaXtttMttAIllA Osaka (JP). 

(8i) tt^Bra^di^B^. itoiacDiftftB^ 

Rlffij: AE, AG, AL, AM, AT, AU, AZ, BA, BB, BG, BR, 
BW, BY, BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, DM, 
DZ, EC, EE, EG, ES, FI, GB, GD, GE, GH, GM, HR, HU, 
ID, IL, IN, IS, JP, KE, KG, KP, KR, KZ, LC, LK, LR, LS, 
LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NA, 
NI, NO, NZ, OM, PG, PH, PL, PT, RO, RU, SC, SD, SE, 
SG, SK, SL, SY, TJ, TM, TN, TR, TT, TZ, UA, UG, US, 
UZ, VC, VN, YU, ZA, ZM, ZW. 

(84) a^mmmotsn^Js £xo>mm<DiK®&m< 

RTtg>: ARIPO (BW, GH, GM, KE, LS, MW, MZ, SD, SL, 
SZ, TZ, UG, ZM, ZW), 2~r>7 (AM, AZ, BY, KG, 
KZ, MD, RU, TJ, TM), 3 — O y i\ (AT, BE, BG, CH, 
CY, CZ, DE, DK, EE, ES, FI, FR, GB, GR, HU, IE, IT, LU, 
MC, NL, PT, RO, SE, SI, SK, TR), OAPI (BF, BJ, CF, CG, 
CI, CM, GA, GN, GQ, GW, ML, MR, NE, SN, TD, TG). 

2X=p3-Kar;ffi<DB8sicoixTif, 3e»*fr**i* 



=j (54) TiUe: ANTIBODY AND USE THEREOF 

^jj (57) Abstract: An antibody which has an extremely high avidity to human ZAQL-1, can neutralize the activity of human ZAQL-1 
^ and inhibits the function of human ZAQL- 1 . Owing to these characteristics, this antibody is useful as a preventive, a remedy or a di- 
agnostic for, e.g., digestive diseases, diseases associated with angiogenesis, diseases relating to pregnancy, eating disorder, sleeping 
disorder, seasonal depression, reproductive dysfunction, endocrine diseases, senile dementia, Alzheimer' s disease, various dis- 
^ orders caused by aging, cerebral circulatory disorder, head trauma, spinal injury, epilepsy, anxiety, depression, manic depression, 
IT) schizophrenia, alcoholism, Parkinson s disease, hypertension, arteriosclerosis, arrhythmia, premenstrual disorder syndrome, glau- 
2? coma, cancer, AIDS, diabetes, etc. 



O (57) 5»: *S&?llC0tti*l*. t hZAQL-l"s<Offi«>-CS^|§£flB$:frL, A>Ot h ZAQL- 1 CD, ttt t 

<s gj§, slaws. $mmm* ±mmnm&. aaa&g£> mx&msi. r;u^/\-f 

0&3BS> kssi®»s. tA/^A,. s£i§*s, aw^s^. 7/u=>-jh*#£, 

SUM. ©BfflgtUT^ffl^fc*. 



BEST AVAILABLE COPY 



'* 

a. 



WO 2004/065419 PCT/JP2004/000498 

1 

mmm 

5 

*mW\Z> B2^J#^: l*fcttiB^J*#: 2T*$n§7S /mgB^J^W 

hhZAQ»J#>M 1 £fc«BB?iJ#^ : 2 T?*£n&75 /M@E 

WftJfrfS^U^^H) tbZAQL-ltH&fB-r^cltfe^^) fciu ZAQ 

15 S«#OU*>HT?*0, SIWJRIBf^ffi ft=*rr FT?* « (W0 02/06483 
■ff&fg) . Sfc, thZAQU5Ef>H-lKl«<a©«|jfiSWrs*x;PBv80WIL* 
M^75P FT?** k hmm^f^ Fimft b hZAQL-2 tKMBTS £ £ 

(Eur. J. Neuroscience 13#, 1694K, 2001^) . utl^C^h* 
20 tt, DNA databases DJ.ffi^tlfeff^^Hprokineticin-l (PK-1) 

prokineticin-1 (PK-2) <!: bT&f&^ftfc (Mol. Pharaiacol. 59#, 692H, 
200l¥) . 

tbzAQL-m> tottm&imizwmwfzft&Mi&mmmm®? (eg-vegf) t 

UT, ftftm®M&WWL~3rtZ>MT&&<D^ft&ffi& (fenestrate) <D&mz 

fg^#£iifc>5hypoxia-inducible factor-1 (HIF-1) ©I8tt«ffi##ffiU 
ffitt^TTfOJte^aRalf^iailS^t^ffift^nfc (Nature. 412#, 877 
R, 2001*P) . 
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10 ( 1 ) @B^J#^ : 1 *fcttE3W* : 2 T*£n*7S /»E*J 

(2) @B^iJ#^ : l*e«$n*75>'»EW36»5ft*#U^^H*fctt* 
©igi'#SWt J K/i&T?)±E (1) IB«0*y*nr-}-Mtffc 

(3) E9»J#%: 1 Sfc«Ba^J#-^ : 2TgSn£75>'£E?»J©, H8- 
15 9, 1 1, 1 5, 1 7, 2 1, 2 3, 2 5-2 8, 3 0, 3 4, 3 6-3 7, 

3 9-4 0, 44-4 6, 4 8, 5 2 — 5 3, 5 5, 6 4, 6 6, 6 8, 7 0 
-7 3, 7 5-7 6£J;tf7 8-8 6#B075 ,/HfcG>&Stfna4>fc< t*> 

ttW&^Wt-s^y^HfcftftWfcEJfc-t'SiE (1) IB«feo^y^D-^ 

20 (4) @a^j#^ : sTSEStisr^/ttK^wr^u^^KSBami/ 

(5) «ttwbs*ifc±e (i) mmv^ypu-i-jvtiifc, 

(6) ZL1-107 (FERM B P - 8 2 5 6) T^SftS/vr 7 'J 
K-TiSM&3^Sg£$n#<£ZL 1- 1 0 7 aT®^$*l5±iB (1) BBflt© 

25 ty^n-tm 

(7) ZL 1-2 3 4 (FERM B P - 8 2 5 7) T?*^$tl*/W^U 
H-T«BJia*>&S4$n#<5ZL 1 -2 3 4 aT«ja*Stt*±BB (1) IBtfc© 

(8) E#l## : 1 £/cteE?Wt : 2H&2tl&7$SWtffl*&lrrZ1 
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0) ±13 (i) wMv^szu-^frtim^misX-frzim, 

(10) ^SrtBW, ^SftBte^fc'ttilWPWFO^Bfr • «&«WT**±IB 
(9) |B«©IS^> 

5 (11) ±IB (1) ffi«0^y#D-^;i^#£^WUTfc*&»r8S, 

(i 2) wrtiiw* ?flrrt«te*fcttiwpi»»©#i»*"e**±iB (i 

1) mmvwmn, 

(13) ±B (1) ffiftO^y^P-^UStfr&^UT&S^ISfll, 

io ?ij#f : 1st mm&s% : 2 $ n § r s / mia^>j a^wr § # u ^ ^ 

(15) ±HE (1) IB^O^y^o-^ia^fflV^Cli^^^rsSa 
*J*# : 1 *fc«S3^iJ#^ : 2Tg£ft575ymBajiJ£^W1-5#'J 

15 (16) m&ifi* ^SrtiBB, ; ?Srt«Ufe*fctt#WI»#T**±E (1 
5) IBifc©^l§r}£, 

(17) ±13 (1) iEfc©*/*o-^;i/ft#:£, ttfcttfccfctffiWWtSn 

©Baai##: i£&«ia*>j#»i: 2i?g$n^75ymsa^j^WT^^u^ 

(17 a) fi#±CT»fcbfc±iB (i) latto^y^o-^i/^ Ml 
ft£nfc±fB (1) SBttc^y ^P-^ttflf (lffiB3ffi#±CT$tft hit* J 

(is) (a) a#±CT«MbUfc±« (6) mmo^szn-i-jmfc, m 
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±ib (6) ia*©^y^p-^;i^#*J:r«ft«WK&R«**fc«, *«»J© 

(19) ±» (1) aBKO^y^P-^UtafrSSffefS/W^U H-*7«ffl 
IS, 

(20) ZL1-107 (FERM B P - 8 2 5 6) SfcteZ L 1 - 2 3 
4 (FERM BP- 8 2 5 7) T^$tlS±gB (19) Ef OM^'J H 

10 

(21) ±IB ( 1 9) IB«©/W K-V»I6ft£#rtXtt£#ft'T?J&§l 
U *©#tt*fctt«Ht*^&±IB (6) (7) tom<D s t;9u-1-)V 
Mt*m®&Z>?Lt*1frWL£-tZ>±M (6) (7) IB«(D^y^O-^ 

15 (2 2) flfflJM&fcfltkT, ±13 (l) I3ifc©*/#n-^;i4a#©#$» 

(23) ^snwm. T&ftmfc&rcte&wmwo^m • ft**>i&a£-r « 

20 

XNo.3> -0-«V^7XNo.4, -□ -(i^XNo. 6, - 

25 XNo. 8£ST« 

H3& k bZAQL-l-BTG*t£#:£&^bfcV£;*&&©A>f F-Ttf*, 
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5 

St#*S£UWStt« (!ft)6»«f©tt*) £*f. 
5 H6tt, ZLl-lO7a*J;r^ZLl-234a0*'&fe-BIA©IS***f. -#- 
mL\-\OUtimi-lt<DKmt^> -O-ttZLl-107a£ZAQL-2£©£jfctt£, 
-■-fcmi-234a£ZAQL-l£0!>EJifi;tt£, -□-ttZLl-234atZAQL-2t©Sl6 

H7I4, ZLl-107a*«tOfZLl-234aSfflVifc1J->H-f -y^-EIAOje^S^-r. 
10 IS"* 1 , -®-teZAQL-10MMfc£, -0-ttZA«L-2OKJStt**-f . 

0 8 tt, ZLl-107*&jmi-234a*fceP2L-lTa*#P*fc*W"*ZA(lL-l©ZAQ5fi 
^CHOiffljft (ZAQC-B1) ^ffi^rcifflliSl*lCa 2 V^>M±#^ttraTS*^ 
ffl^STo H#«ZLl-107a^ZAQL-lt^#$ii-fcl^OZAQC-Bliiiliafc^tt 
-5Wl*lCa 2 W^>M±#Stton>hn-;i/ (trtfls^^ilDNf) 
15 W#«ZLl-234a^ZAQL-l<h^#$#fcl^(7)ZAQC-Bl«t*!tt§i|fflJiai*I 

#«P2L-lTa^ZAQL-l^^#$iifel^0ZAQC-Bim(C43^^mi*lCa 2+ -r^> 

El 9 3MffimC£JBV>T#BUfck hlfiUK+Ok hZAQL-1^3£ffitt©»ffl 
20 fig^-To 

HI Ott, ^mC^ffl^T^Mbfe^»«+OkhZAQL-l^«tt©i§ 
iaffiHPLCftffl^T^Hl/fcWJiattfOkhZAQL-l^fcgEflSttCftm 

25 
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IB^iJ#^: lSfett@B^J##: 2T?g£n575 /Iffi^^T ^ 

5 miB^ncifc ( i ~ 5 ) fi©7 5 y mtftttia LfcT a y msa^J, bb^j#^ : 1 * 

fc«@B^J#^: 2T*S£ft575 7$ffi?iJ« (1~5) |07 5/ltf*ifA 
SnfcTSyilBai, @3^iJ#^: l£fc«@B?>J3Hf : 2tg^57S;tE 
?iJ*£>ifc (1-5) ®<Z)75y^^<D75/mTBm£nfc75/m@2^J£ 
#T 5 # U ^7'5P h* fc £#JS v> sn* o 
10 @B»-5t: l£&fciffi*]#*t: 2T3t£ft375 < /«E2W**^ 3 rrS#U^ 
7?\*<DtiLtVTYt, Mw^w^n^m (M, III, Wll) 

*lttin«W*«Fi:U^. ^OiftSil/TH 0H*fcf, III (011 ttl. 
U>l, HfbTK^m, %l) *3W£II ffift, 

15 7°Dtf:fr>|, 77^, TW>I, 3A£|, ffi5l, i7X>Wt. U >3 

E7»J##: 1 £fcte@3?iJ#-5§- : 2T?*SnS75/IE^J&-&^-rs#U^ 
20 S^iftf £bT«, flAtf, @3»^ : l*fcttPJ#^: 

25 $?£b<&, SB3WI : lSfc«Eai##: 2T«Sn* 

75/m@B?"Jtf>, f!8~9, 11, 15, 17, 2 1, 23, 2 5~2 8, 3 
0, 3 4, 36~37, 39~40, 44~4 6, 4 8, 5 2~5 3, 5 5, 
6 4, 6 6, 6 8, 7 0~7 3, 7 5~7 643«i:tf7 8~8 6&B<D7S.SWt 
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5 H^JtLTte, ZL 1- 1 0 7 atfcttZL 1-2 3 4 aTWRStl** 

(i) moms 

. 20 fc£f£, (c) E^J#-^ : 1 *fc«E?"J#* : 2 T?*3n*75 /BE*lfcS# 

D7b^77^, 77^-T^-^D"7h^77^-S£0^n > 7b^77 
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l£fcttE*l#^: 2 T^Stl^S ym&MZ^X 3<1&±, 

(c) DNAS^Wf 5J^Re»lfr*ffl^TK9iJ#^: 1 *fcteK?>J#*t : 2^ 

DNAWU &ftl©#P— n ytfjjfe [01*. t£. Molecular Cloning (2nd ed. ; J. 
Sambrook et al., Cold Spring Harbor Lab. Press, 1989) IZWM.OJjfe'fc 
E) lifotffit^i^T^, m?n-=.>!f%m£\Z, (1) E*J# 

fctt^OttLSn-H-r^DNAS^Wrs^Rieaif*:*!**^ (2) s 

^J#-^ : 1 *£J*E#I#9 : 2TS$n§75 /ttiB^JS^W-r^^U^^ 

PCR&fc«fc0E*J##: l*fcttE*J#*: 2Tic£tt575 VttEaiS^frT 
5j|?U^^H*fett*©Jfi*3-Kt*SDNAS^WTS^Jttelft#*#*^ 

khZAQL-ltoStbT©^^Htt, (1) ^©^/^KO'&dNSfctto 
20 T> (2) E^iJ#^: l*fcttE9»J##: 2T?3S$n*75yftE9J* 

oTfc&VV, T&frti, m^J- F K fc b < te7 5 J 

omm thxmctx ice«£ n£#8^ s ns. 

(i) M. Bodanszky M.A. Ondetti, ^T^H ->>-fe->X (Peptide 

Synthesis), Interscience Publishers, New York (196630 
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(ii) Schroeder&cfctfruebke, if 'V/^Ftthe Peptide), Academic Press, 
New York (1965*P) 

io o^>^;Mtrjiif, ^>xt Fu;i/7s>miit> 7sy^f;« 4-^> 

PAMii, 4-t FP*5>*3^*^7x~;i/7-feh75 F^WMW, 
^U7^U;P75 H1tJi&> 4- (2' 1 4 , -^h^>7x-Jl/-tHP^ 
7x.y**>m& 4- (2',4 , -^h^7x^-Fraoc7$; 

W#-r?)o &3W*^pp bU3^MtfJt> t^yAfl, 

±mLrc&mznrc7=i /mm&zmisx)*, ^T-F&Mzmxgz 

25 -X3MU-N' - (3 -5^9^75 /^Pini/) ftJl'tfiM 5 FfcfiWtf £ 
ft5o ^tl^lCck^^'lt^^^^-feSW^M HOBt, HO 

oBtat') t<hfe«®^nfc75ym^is^flf{c»-r^\ 
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fc£;Lfc£N, N-^fMM75H, N, N-S?/^7-fe h75 H, N 

o t co9igH^e>jiMK$n?)o mttflssnfcjsy 1. 5 
15 fcntsKWu «^m*fe«7-fe5 i ;K^^/-^^fflv>T*K^7sym 

CT7$yi075y»©WtUTH Z, Boc, 

^^>^;u^^*;^x;k ci-z, Br-z, 7^>3MM-*-># 
20 ;M*x;k hU7;u^o7-fe^;^ ^;us;k 2-rhn7x- 

c W4 77j^;H, 2-7^T>^;k 4--hn^>m 4-* 

-fe3\>l*Kfc£©«ft (C,. 6 ) 7)\,%J4)V& i>*/4 jmiSiZOTn^ 
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^□^><D7xy-;H47Km*©#S*<tbT«, fct^Bzl, ci- 
5 Bzl, 2--hD^>v;k Br-Z, t-^JUfc £ft5o 

k73="7><M S^7— .H'OfiMHfcfcl/Tfik Tos, 4-^h^'>-2, 
3, 6- MJ ;W^>-£>X;M^;k DNP, Bom, Bum, Boc, 
Trt, Fmoc^Wf^. 

;k 2, 4, 5- h'J^P07x/-;K 2, 4-y-hn7i/-JK 5^7 
/^WKTVPn-Jk ;^h07x/-;K HONB, N-kKo^i/T^ 
N-tHo^>7^M^H, HOB t ) i0l^f;W 

is m7$ H^wsns. 

**>;ui/#>», HJ7;k*a**>7;kft>m> hj7;m-d»i&*sv> 

20 fji/75x tf^u^x e^5>>fc£fc: < }:££aiM3, *rc?W7> ; E- 
7 HJ # A «k 5 jljnfc £ tf & ns . ±13^11 led; *JfcKEJ&tt— 

o<c~4 ot:©fijSTfffc>ns^ Kfflat*viTtt7-v-;K 7 
x/-;k ^7-v-jk ;*^i/v°-;k /i7^i/y-^ 

7^ h\ 1. 4-7*>5^*-;k 1, 2-X.9>Vtt-)V<D&51Z%* 

xm v» e>ns 2 , 4-y- hn 7x-jnim7x / -^s^cfc o 
h u 7 h 7 7 >©-r > \*-)v&m&t vxm v> e>ns^;w^ ;^«±ia© 

1, 2-X^X75M--;k 1, 4-7*>5^f~;i/&£©#£T©mMs 
CkSJKMB^Hc, ft**fltf-MJ2A, ?&7>*x7&<t:fccfc£7;k*y 
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<Dm&£-?m\ZLtd&, m^y'j- ^©n*^© a -75 /»©&m»©#-£ 

M^/^FfcfiiSSlbfd^ ±i2#&lcJ:DT^T©&«*£l&£U ffiM© 
h hZAQL-itftM^, :^bUfcfc©*attfc&Ts;i£fcT?**. t 

20 (**U7-) it himi-mm (A7x» -t<on^it\t, mmzm 
&&2>wmmistt\i hzwi-i&mizttisTttimm&& < £© 

J:5^ ! b©^t*©^a^»T^^5^M*^-B:Tt)cl:<, IfA^r> 
t^fc#?*Sft#©fmK:*fc D^ffl $nT^*5c^*>U < tt-&j£©iif$^?ffl 
#&MftItT?A7x>lK:*fU0. 1-10 0 ©fJ^Ti^&S 
25 fct>©S-ffifflT5^t^^S. ^O^^WtlTH HAWKS'* 7 
U-^ k hJ5:^©iiS?Lajtl©M7;i/75>^^«7v, #U-*fc£©nraL 

^^okx *— >*v h^\ ; e->7->^Wffl^e)ti^o -&j&© 
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b&£©:^V$/7*--Mb'&tK ^-^S^^^T-SN, N'-o-7 

ht s c , 7 5 j m t v 5 ^^- e u ^;us & wi" sisttx* 

(0J;Uf, 3-(2-tfU> J ;U> J ^)7'nH^>mN-^7^W5^;i/ (SPDP) & 
15 ^JltfeTitS. 

(2) 2U—f)V$mOlfeW: 

k hZAQL-ltaJm«, MMKMUT, ^^.^SI)g^aA> M£A> 

MS2~6ja^fcl|Hl-ro> it 2-1 0 0^fTt»tl5, MifiL«J^<ii 

0tJ*fc£ir;k y-i^ -f^, *;i^yK "77^, 5yK try$>, 
25 ^/^o-^-;i/tn:#:(Df^S^I^LT«, k hZAQL-l^IiC£ft&£nfcM.ilJ 
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ntfCcfcD^sns. iB#iifpr4ii«o*tt» «*.«$*-?--i:5;i**-f > 

[Nature* 256gu 495H (1975¥) ) fcftHSttTC**. BI^IKttWt 
LT«, #UX^1/>^U3-;|/ (PEG) ^z>^-r£-f;i/*fc£j&l#tf Stt* 
5 ff* IX «PEGfc V>&n*. #M«$ffllSi:bT«fct^^S-K P3U1, 

SP2/0, AP-lfc&&**tf5h> P3Ulfc£#W*b</BV>Sn5o ffl^6ns#C# 
(M» fti:#lti»lll8!»fc©l8F*UViJt*tt, Itl : l~20 : IS 
^T&D, PEG (£?2;U<«PEG1000~PEG6000) ^10~80%@^©^ST»$ 
*L il^20~40 c C, $f*b<«30~37 < C, il#l~10#[l8-l' >*:l^- hfS C 

WJSf : l£fctegE3Wf : 2 nSTS 7 i?@3^J^ 

<DZ>7 fllilW (b#*if>^X 

» £»]LT, 10-20%«!SM^tf»«ffiiti RPMI1640) 

«^*»i£> -f DEAE) Kl=fc5M#i£, y;u5ii 
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fc£» (a) @B^J#^ : 1 *&t4K*l#* : 2T^£tl375 /BMBaHfc£# 

(b) ±ietf u^^K£&5]ftT&^> ^©-aMBJKfc&Ejsufc 

V»*58W0tt#SS*-r*A-f^U H-v©^^U-^>^«> •€■© 
OTIC, K*J##: l*fc«K*J#fJ: 2ti$tl§75 / «BJU*^rT 

stfu^^FSfctt-t©*©^*^ (fb&mfeffi \z^x, &vmm\zm 

15 *3f8W©t(t#ftfflVi«C4:fcJ:D» BH^J#^ : 1 ^fctt@H^J#^ :. 2Tg$ 
n§75 /MEW****** 'J F©S!l^*fcttiHJ«lfefi»:t*lc«k«»tt 
EB£frfc5i:t#Tt£. nn&©BW£fck ift#$B^©fc©£J8V>Tfc«fc 
<> *fctn;#:^©F(ab , )2, Fab' S^^FabH^^^fflV^TfectV^ 
#»IJ3©£i#£fliV>saiJ£i£Kk #lC©JPS$n^^#t>©l?«^<, tifflfe 

20 J8«P©#lI§CS thZAQL-ia) IZttJ&Ltc&iiks &imbL<tetn&- 

ifamm&&<nm*fc¥m£tc\mwm^mz& o&tH u z\n&m9am<Dim 

(1) 

S#±lcTO{tU£#^©&#, S«*{b;*tt;fc#38B©$tfc (fift±CT 
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15 5p»{bfi-l*:±©«»Sll©«tt SiWje-r S H fc <fc 0 **fe«*OE5U## : 1 * 

m <£F*b<«t:MAQL-l) OifcjatTSJlttfT**. l»t2M 
jStt^Cfr^oTfe <kV>b bTfTfcoT*><fcV>. SiMb#J&=fctf 

b t> 1 ttBTC* S&Rttfc < > J»3t««*lRl±$-a-**© 1 2 «it^ 
MM*s 1 ^SJsSTrfflV* &n*ft#J^l-234aT?**£ns : E ^ * D-^l/ia 

2^s^TfflVie>n?>^;#ttzLi-io7aT^^n^ ; e/^p 

/?D-^ffi#T?fc*»£tt, 2^RjKT?MVi6n*tt#«, ZLl-234aT*^ 
tf/l-^-^v'^-if (horseradish peroxidase ; HRP) Tf»$ntIVie.n 
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(2) m&m 

tlZ> 7 5. J §?g3?iJ % # U ^7°T H * & £ fcR 

fcfc,fc0, *tWS4»©EWM: 1 £fctt@B?<J#^ : 2T3E2ft375/m@B 

ft#«tlt», $r?£*IgGi/t# (ICN/CAPPEUh$3) &@${tia#:<h LT/B 
10 K £©M4b^#©#£T57l/--M;:, (0 -fcZmofflfc (M. ZLl-107a 
£fc&ZLl-234a) , (ii) HRPT««fc$nfci3*J#*f : 1 £&«@33Wt : 2 
TS^nST^y^BB^J^WTS^U^y^P*^:^^ &<fctf (iii) 

«@3»-*f : 2-rS$n^75ymiB^J^^T^^ I J^7°5 : -F^fctt^CD^ 
15 ££»T3„ 

(3) -f A/ ;* h U y&fe 

©tt® t mmmvmmt-z ntt*%m £ & s -e\ \z 

20 HffifcttJlC&ig&*Efc©«H*^ 

(4) *7D*HJ- 

±ib (i) ~ (4) \z&kt, mwi®n&%^zmfem\zmtet>nzmffl 



WO 2004/065419 



18 



PCT/JP2004/000498 



wakens. tSL*t&mtiL7tmtLT&. mz.\t* c ils n , c ,3, n , em , 
c i4 o mmthTfo, £fe!?ikm&<D*%uh<Dtf&£i><s mm* 

5 ~>&7fcfe* (M, Cy2, Cy3, Cy5, Cy5.5, Cy7 (TTS^A/Vr^lM X>X 
ttfi) fc't*) , 7;M*l/*;fr5>, 7JPtW!ytWyW7*-Ma:^ 

5fi3t«fKtbT», #i;ifc£;i'5/-;k ^>7i'J>, ;w 

WX\*. A£ M r7^<A/7yt-fJ (HtKfc BS?P4 9 
20 ¥56ff ) > A$I %nmyy-*42±J7ym\ (KMRft, PBW 5 4 ¥56 
fx) > 5/n*i&6« n»^UJEWJtftj (g^»K> BB»5 3#36fr) > 5JH 

r^^iu^j (^2 is) (gm mms7^mn) , ejm 

r Methods in ENZYMOLOGYJ Vol. 70 (Immunochemical Techniques (Part A)) > 
25 Vol. 73 (Immunochemical Techniques (Part B)) , |*W Vol. 74 

(Immunochemical Techniques (Part O) > R$ Vol. 84 (Immunochemical 
Techniques (Part D: Selected Immunoassays)) > IrW Vol. 92 
(Immunochemical Techniques (Part E:Monoclonal Antibodies and General 
Immunoassay Methods)) , HIH Vol. 121 (Immunochemical Techniques (Part 
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I:Hybridoma Technology and Monoclonal Antibodies)) CKA±, 7^f5yi? 
10 ^T^C^fc^D, 0fl;L&> IfcM (09 > T^> 

mm, mmm, mm. ihk& mm, m^mmmm. wmm, m±mm. n 
m, &mm. %m, =?smmm, mmm. umm. ^-gftwmua) , #gia 

»g (m> m^s, ii^^£) . wm& m> mm^m, *ebuxa» 

>y>«v ittm^ immure nmm^mmmm, mft&, m. x 
aefcjfsixfck **rtUHk swpwf^^) s^irrs^ 

25 ^^H*3fe«U &^J^:/?K0*#£1i?A<kD£V>»&, 0fl*J& jUl* 

mmtvxm imi/mm±, pf*L<mm fnoi/ii'EU©**, 
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mm (w* s§&> ra> » jfntfr^s^ms 

C0y, & («, wftim* muM* mwmm, mmm. mm, wmm, mm. 

js* tAM, 7;wyA-f7-*r, *flsfcff5Miw» Must** («, 
io , mmm, MM* xhj&fos tt«, nam. 

15 jft«wa:^T**. 

C7+h^, ^ (^txin 

«Sfctt*«'PWlct8:#'r*Jli:5&«-C#*. S^Steu £#2tiU 
20 Jitt, h&<H£<fcoTt>g&3#> &A©2HUSttWJIU£« 

~20mg/kg#:m@S, £F* L < ttO. l-vlOmg/kg#«f§£» $ £> 13#?£L< < ttO. 1 
~5mg/kg^M@m^, lBl~5HIgm, #f£b<«lBl~3HIgg, #&P«# 

•rs ©##«&'&**?&*. j£p&#©*&"b ^nKurrssss-rr* z\ ttfiT- 
25 m^m\zm^m^\z\t, *<DmmzfevxmmLThM\ 
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m> &»fflz.\*jm m&Ms 7>r jua^-tv ytf&^ts) , ask ib& 
BMmmmmmu scrmm* m&mu mmmmu jummm*® 

#UVJW^— h8 0, HCO-5 0 (polyoxyethylene (50mol) adduct of 
hydrogenated castor oil) ] UTfcJ:V>. fa««hl>T&, 09*tf, 

turn, *7°"fe;i/?fij> mm\ (7>tvw , «a^«*sft, 

lOOmg, *Offi©»J^Ttt#910~250mg©±SBtt#^^*tlTV>*Jlt* J »* 
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*mw(Dwmm\z&^T, 7sy»$&»fr#T^-rs»^ iupac-iub 

Commission on Biochemical Nomenclature \Z W$%&frW\Z&tf 

5 wtf$>x>nz>^\^ mzw*vtiittn&LfcZ7fiirb<Dt-?z>o 



TFA 




DMF 




G 1 y 


: 7'J 


A 1 a 


: 7? — y 


V a 1 


: A U > 


Leu 




I 1 e 


: -f yoi yy 


Ser 


: -kU > 


Thr 




Cy s 


: vXH > 


Me t 




G 1 u 




Asp 


: 7ZA°53 i >^ 


L y s 




Arg 




H i s 


: tX9 1 > ? > 


Phe 


: 7x-^77-> 


Ty r 


: ^P->> 


Trp 


: hU7>77> 


Pro 


: 


A s n 


: 77./^^> 


G 1 n 


: ^;^5> 


SPDP 


: 3- (2-tru ivvvtt) ztu M^ym^-^yy-i 5 $w 


GMBS 
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BTG 



BSA 



5 



HPLC 



HRP 



E I A 



H/HB S S 



TMB 



FBS 



d-FBS 



3, 3', 5, 5'-x h 7 * y 



10 



CE^J#^: 1] 

k hZAQL-l©7^ ,/ WEW&iRf o 
15 C@S^<J## : 2) 

thZAQL-l©r$ ( /ttE^J**'r. @B?J#*§: lTSo*nS7S /ttE#l®48 
#B©Val3ftJlletflHj|*nT^*. 
ffl^JS^: 3] 

t hZAQL-2©75 >>KE*J£*"t*. 

20 

flBfiflD3taft«lT#6nfc;W^UH-T«|fiZLl-107tt, ¥/&14 (2002) ^ 
12^90^&^»O<«rf5^1TSl«l **&6 (S«##305-8566) ©54 
4ffR»AS»a«*£WSSBf #fF£^f6-fe ^ft#^FERM BP- 

8256£t/T^f6£tlTV>£. 
25 M©HWJir#etlfc/W7'J F-"7«M&ZL1-234W\ TOU (2002) ¥ 
12^9B^5Se«»0<^miTei#ttll (»£#*305-8566) ©$ 

tiniikmxmm&ffi®&ffl$ffii #imwKfc>*-K.* ^i6#^ferm bp- 
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Taj &#W-&JBTT«T. 

5 HJfiWTfffi^fct hZAQL-1 (E*»J##: 1) «> WO 02/06483^&$g<D###iJ 
1 fcB*©^fj*IC«oT#fc. 
^flS^TfffiV^fck bZAQL-2 (E#]#3: 3) fcfc WO 02/62944^&f8<D###!l 

io mmw i 

(1) khZAQL-l*£tJfcftJK©fe« 

tbZAQL-l<i:r>^5 1 P^n7'U» (BTG) t<Dm&&&ttML, %&mtL 
fco BTG 10mg£, 0.m*<b^1-U 1 >A**&tr0.02MU>BMi1lftt (pH6.8) lnlfc 
SPDP 1.86mg£-^irDMFMlOO/zl<i:M-8 > U MTf60^MKl6S"& 
15 &. h-;H££tfO. M Mil (pH4. 5) 

0.19ml£jjQ;L, £ift*Tf30#EJfc213:fc8t 13, 000rpmTl#jt£^ ^<Z>±fif£ 
•fe7 7X>y^XG-25^^A (mm, 2mM BDTAS^tTO. 1MU 
PH6.0) *C#«U SH£©»A3nfcBTG£*§fc. k bZAQL-1 2mg 

(207nmol) 1MU >ttMK (pH6.8) Kl, GMBS 2. 07 ju. mol 5: e?TtrDMF50 

20 /zl£in;L, SiBT?60#EJ&£i*fc. £XG-25#7A (M 

0.1MiJ>WE PH6.7) T?a«U 7W5Hl0*A$nfctb 
ZAQL-l*#fc. SHS<Z)^A$nfcBTG 6. 5mg£T U-f 5 FS<DigA£ft 

&^#B#1.2mg££ig'&U 4 t CT24P^P B 1HJSbfco 

25 (2) 

6~8il*©BALB/ClT?£*fc\ ±12 (1) T^ftfck hZAQL-l-BTG*!^ 
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(3) WfrVVMn-tti/f—V. (HRP) *«ft:t hZAQL-l©f^« 
kMAQL-l£HRP ^-'J^-T>/WAtttt £&* 

«U 0*ftftS!l^ft (EI A) OMWfrfcUfc. 
HRP 8.5mg (213nmol) SO. 95ml (DO. lM^{b^ h U £A£^£yO. 02MU 
5 % (PH6.8) Cll^t, SPDP 1.99mg&#tfDMF^50jtiltE-&b> ^&T60 

(PH4.5) 0.5mlSJP^, girC30#EJ£3i*fc&» "fe? 777 £XG-25#^ A 
2nMBDTAS*tt0.1MU>BMW*, PH6.0) T#«U SHg©#AS 
nfcHRPS#fc. kbZAQL-1 2mg£0.1My>SMgtftt (pH6. 7) 
10 GMBS 0.69mg (2.5wmol) S^tfDMF»«i50jtt 1 tU&ls* WTT60#IWEl&$12: 
-fe7 7xy^XG-25*^A M» 0.1MU>iW> PH6.8) T# 
IU ^W$hN£©*A$ttfckhZAQL-l*»fc. Z.<D&5\zLXftmi£tl 
tc> SHgtf)#A£ftfcHRP 1.67mg (41.4nmol) t7H5FiO*ASnfct 
hZAQL-1 1.2mg (124nmol) ££iB£U 41CTMBEJS3'&&. £jfc»;Uhn 
15 y;i/AcA44 (LKB-^T^^TfrSO *7AT^ll> HRPfflWfck hZAQL-1* 

(4) k hZAQL-l-BTCitt^#*ft!SUfc^^^©^?t+Ott#flfi©ai^ 

k hZAQL-l-BTG^#:&3ilF^^PST2lBl^SrfTV\ ^OlMF^t«» 

20 »£ls|JKbitfiLt!t£#fc. &Mtl*<D!faftffi&7B<Dl5&te&V$&&ls1to in. 

T^X-f J*/>fu7V>m i # (IgGHSh *y^;W±«) £lOO/£g/ml^tr0.1M 
(PH9.6) «f»fcfl6^x;^-f ^□T'k-h^lOOAilT^SL/, 

4*c-c24i^ratt*bfc. ^i/-h&u>sas»^a*!fcK (pbs, pH7.4) 

(TOSJftfcW *"&tfPBS&300jEil1*'3£&U 4 t CT»'>f e j:<i: I b24B#MS 
A'y7 7-C Cl% BSA> 0.4M NaCK 0.05% 2mM EDTA • Na (If U>^7$ 
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>-N, N, N* , N' -WWflSt~i- ^ U 9 A&-7KfiJ#J (Ethylenediamine-N, N, N\N' - 
tetraacetic acid, disodium salt, dihydrate) , DOJINDOft) £^tf0.02MU 

ymmmw., m.w so^u ^^777-0 t^ir l, tm&fc rat- s ja 

5 fcOD'fe, ±IB (4) TWbfcHRPailMb't hZAQL-1 (A*y 7 7-C*P300ffi» 
«5) lOOjtilSiQ*., MT?lBK«S"frfc. K7W-r£PBSTft#bfc<Z> 

(KIRKEGAARD&PERRY LAB, INC, 7^"3 5/*ffiIRO&VO 100/Et l*Ja^.MT10 

10 ©"6, 450nmC9M^yi/-hU-^- (BICHROMATIC, *.B*m&ftM) 

fc&Lfc8EE0T#X£T©, t hZAQL-l-BTGlt^(C^-r?)trLJfiL?*'t , t> fc 
hZAQL-1 fc*f-f Stft#:flfiO±#*JB5* & 
15 (5) JakhZAQL-l^/^D-±;l/tfL#:©^®[ 

O.2mlfc»#$i*fcfc0*»ilft^ * 

-f-^PX- ^^7A • Xy-fe^S^JM^-f (MEM) ^jS^it, JMftffl 
20 »«£#fco «M&tt£fcm>5*WJfefcLT, BALB/C^C;^ft*5XD-V 
MP3-X63.Ag8.Ul (P3U1) ZM^tz (Current Topics in Microbiology and 
Imnology, 81#, lH, 197850 . 
AM&lM&tt* (Nature, 256#, 495H, 1975¥) KHPUTfrfcofc. 

jwiiffljiafeitfpsois^n^n, jfi^£^Wb&v>MEMT3^ft#u jptuitRi 

25 Ji&iP3Ul&©ifc^£5:n;:&5«fcSig&bT, 800@<BT?15^MJ|^i>*fT^Vij|II 

issaaRSiirfc. ±*&3te#fcifc£b&« v s<u 45%#uxt- 

V>W3—)l (PEG) 6000 (nyjfr^ Mfctt) ^0. 3mUD^-> 37 < Cfi7K*§4 ] 
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fcmW*lO%WMM*& : £?%W* : r'f 1 J& Cfoft*fi*D (GIT-10% FCS) 
\Z, P3Ul#lmli!5D2xlO , fflk:&*«fc5fc:#illU UfF? (U > 

24f$im HAT (k#W>^> 
5 lxlO" 4 M, 75/7t'J> 4x10-'M, 3^5 1.6xlO- 3 M) £^7u£GIT-10% 

FCSigifi (HATJ§M) £l£x;^Dlml-fo»f 3il££<fcD, HATiiIt£Rl&«£ 

lml©HATW»tnT^.^ttctO«bfc. /W^'J K-V<DJtm^ *NJ@ 

10 »U S»J1 (4) (CfB«©^ffi^oT^##?ra!l^bfeo 

k hZAQL-l-BTG£ft&bfc-7<}XS*<Z)/W K-T0£t^£M&& 
SiRt/£0>l£LT, T7XNo.2<hNo.3 (01#1) <£fflViT»§!l!^§ff V># 

15 m i ] 













thZAQL-1 






1 


+ 


IgGl, K 


ZLl-107a 


2 


± 


IgGl, K 


ZLl-234a 


3 


+ 


IgG2b, K 


ZLl-222a 


4 




IgGl, K 





1) lnMOMfcbZAQL-l^#£UcH# 
+ :(B/B 0 )<0. 50 
± :0. 50^(B/B 0 )<0. 70 
- :0. 70^(B/B 0 ) 
20 B :^#ft^W^}C^^LfcHRP^t:bZAQL-ll: 

B 0 : fcm#ft&ft<nfcfc^£l,tc.HRP St hZAQL-li 
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&ZfrV®$*7)l*^)V0.5m\*M&\H&5-2nr£^VZ (BALB/C) £1~ 
5 ft. JjfcjC6~20nl &$l;0ftt£!gffitt C3.5M NaCk 0.05% NaN 3 £^tfl. 5M^U 

i/y (pH9.o) ) T«Lfc£>^ &6^£&^ilfJ«¥&{fcLfcUP>tf 
t>h^of'f >-A-7#P-X (RepligenttM) *?AI:«U #M#ttt£i£ 
WSWft C0.05XNaN,S-g-tf0.lM^X>»ffiBtt (pH3.0) ) «fflbfco *BJ 
ttSPBSt^UT^, 2HIWa*fbfc©"fe, 0.22Aim(D7^;i/^- UU#7*fc 

(BLISA) &£fTofc. tfcfc-fc, «#2Mg/iil**tr0.1llRfttt«tt (pH9.6) 
M£96^x;i/T^P7V-MC100/zl^#aU 4°CT24P#P^BLfeo 

74V94°?94\L>9*tv h (Mouse-Typer™ Sub-Isotyping Kit )M*% 

ZLl-222a», H»tf*IgG2b. L«tf*icT?fcD, »0®3««VvfnfcH«#IgGl. L 

20 

«$J2 

t b ZAQL-l -BTGS^JSJK 1 1 Tf£« L fc^E J V P —*\>I/£t#©£JS#Stt£ 
25 £T> #^n^4SM©^y ^P-^^M©^# : fi5$r±i2^3SMl - 

||'&*3&«fia?PlS'&*Oi|©50«t^:*ttfrW*ft3£Ufc (£j30~50ng/ml) . & 
fc> ±IBHJIFil- (4) E^iax"i77 > -rA/^P7*U>ta#^T-i > ^P 
TV- h fc, (D&^E/ £ P-^-;Uia#^50ng/ml £ fc*<k 5 Ay 
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JR^fcttfchZAQL-ltt#»tt50tfh (ii) Ay 7 h 
ZAQL-lJgWju hZAQL-2$?$?50# K (iii) ^JctmS^M 1 - 

(3) T#£>nfcHRP»ffckhZAQL-l (A*y 7 7- CT40(M&^) 50 u 1 <£r^L 

7i/-h±cD#m«'i4^ ±ian»i- (4) mm<D-jjmz&vmfeLrco 

10 itLt, ^tie>0*Tt bZAQL-HC^Tftfcii^SMfc^l/fc*:/? 
O-^-;l/Jn:«s:ZLl-107a*5^mLl-234a(D^^-EIAO^^, 0 6 £cfcl>'0 7 

ZLl-lO7a*3j;t;ZLl-234a0k hZAQL-l£>^PlBj$^£, g*£JSK;*fr3#J 
£(B/B 0 )=0.5&^3t bZAQL-liigte, ^tl^tlQ. 8nM£cktA. 2nin?&S £ 
15 b.tffrftitZo Ctl^0»5, ZLl-107ac}3«fctfZLl-234a&> h h ZAQL- 1 

il^i 3 

HRPWftirikhZAQL-l^y^D-^-;!/^ (ZLl-234a-HRP) <Z)« 
20 ZLl-234a*ifi«fr8. 51mg (56.7nmol) £^&0. lHU>ttfllfftt (pH6.8) Kl> 
GMBS 0.68wmol$^OTF 50mI£JB;^ ^M^O^S^^-^fc. KJ«£-ll7 
7xy^XG-25*yA 0.1HU>tW, PH6.7) T#HtU "7H 

5 HSO^A$nfetit#:iii^5.96mg^#Ac. HRP 18.3mg (457nmol) 

&0.02MU >mmffiM (0. 15M NaClfc^t?) (PH6.8) l.HmHC, SPDP 6.85/x 
25 mol£#tfDMF MulZMx.. ^j&T40#\K/ft£-&fco 68. 5// mo 1<D Vtt 

h-)v^tyQ.mmmmmm (pH4.5) o.4mi^un^> ^mx^^m^ 

&tc&, •k77xy^XG-25*yA (i§M> 2mM EDTA^tJ0.1M'J>mM® 
PH6.0) T#$£U SHg<Z)*A£nfcHRP 9.8mg£t#&, #C SHg©a»A 
SnfcHRP 8mgf7l/<5 h*g<£^A£nfcift#®#3iiig < i:£jI£-U 30>^ 
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WLtCo Kmm%0.m>$kmffiM (pH6.5) T¥«fcb&SephacrylS-300HR;& 
(PharaaciaftSU) fc#U ZLl-234a-HW«£fcjB#&**«L&. 

5 nnm 4 

«09 1 Tf# S. n&« b & * J 2 D -^l/fct&ZL 1-1 07a£ 1 5 g/ml 
O.lH^SMfffi (PH9.6M) &96£x;i^#D:/V-MClO0tf rf^&U 

10 -7.400 n l&JO&TO'fbLjfc. 

±BW«»*^l/-h^ ny7T-C*^tr0.02MU>K«««t (PH7) T* 
JHRL&k hZAQL-lSfcfck hZAQL-2**P«*100jtt llP^.. 4lCT?24MK/£$ 
-frfc. PBST»b£0^ ±E*»0i3Tft$lbfcZLl-234HHRP 
CTlO.OOO^^gR) lOO/alSiP*, 4"pT24l$MEJiB$-&&. PBSTife^bfc© 

15 £%0U (4) K«O^ttlcJ:0TIIBV^^a9x;W , ?-^5/^— 
*>*xA&JBV>TBffi±©»*|gttS^£l/fc (S^SJS20^) . 

»*sh 7 

Z<DV> M y^ft-BIAtt, fc KAQL-1&0. lfmol/mLT&H3T£ £ fctfRTAB 
Tr&D, thZAQL-2tttl0001fiBOl/inLST?K*Sb^pfc. Ifc^oT, @*B 
20 #i#:<hLTZLl-107a£J3^> «#:^LTZLl-234a-HRP^ffl ^St> H-f 

s-EiAtt, k hzAQL-i zm®Tmmm\zfr-3mv>TMmwz®.m?z z tarn 

25 ZLl-107a*J;t^ZLl-234aK:«k*k hZAQL-lO^ttfgtttf^ftHI^ 

ZLl-107a43J:rXZLl-234a^J;^khZAQL-l{'^-r^4 5 fP^tt^^ WO 02/06483 
mk&omffiWS (5) iB*c<£ZAQ^CHOfcfflJ& (ZAQC-Bl$fflflS) *5cfcOTLIPR 
(Molecular Devices^:) SrfflUT, «I8n*CaM:*>*gUJmtt*»«fcSI 
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ZAQ3e£CH(Wfflll&*, 1.2xl0 5 cells/ml<!:&SJ;5{;:, mrtim&9>'ffi i M&Lffi 
(dFBS) (JRH BIOSCIENCES^) £^trDulbecco' s modified Eagle ledium 
(DMEM) (07Km^*^#1±) (10% dFBS-DMEM) tfflU FLIPRffl96ft 
7V-h (Black plate clear bottom, Costerth) K:#aS&&JflV>T## x.)V 
5 (1200^ lToj§iSt (4xl0 4 cells/200Ml/7xJl/) . 5% C0,-f>^a^-^- 

*fcT37TCT?-i!ft«*ufcaffiv>fc um ama^i/-hfr*) . fliprt^ 

Wy77- t-y*-i/\>9X2 (B*«aiW^a) 9.8g, RK**^ 
h U •? hs 0. 35g, HEPES 4. 77g, 6M7K»ft^* h U # A»TpH7. 4fc£fcrt2-fc&, 
lLC7^;P7yyU y<dMr— ifjliL/fcfeO) 20mK 250mM Probenecid 
10 (SIGMAft) 200ju K # ^jfeJfclfttfS (FBS) 210*z lSJg'&bfc. Fluo 3-AM 

(WAfMWEBf) 2/MT;P (50 Mg) ^/?M^7tWH 40#1> 
20% Pluronic acid (Molecular Probestt) WuUzfemV, cn^H/HBSS 

9. 8g, h U «7 A 0. 35g, HEPES 4. 77 g , 7jcgHfc^ h >J <7 A 

15 pH7.4fc-&t>*fc^, 7>f ;i/*HBf&ffl3) 3 20 ml, 250 mM 

Probenecid 200^1, fc.fctftfJ'teiSJilLfitCFBS) 200*4 1£>$& 5H/HBSS- 
Probenecid-FBSfc^fcJn*, jgft&, 8»K^y h*fflViT«HI**m>fc«l 
8&7V-H::, #tfx;M00tflTo#aU 5% C0 l O+i^-^-+T?37'C 
l»>+a^-M/fc (fiiD-f-f>^ o ZLl-107a£cfctfZLl-234a43<fc 

20 xsu > v u-)),im-t\sxiu-\m&&mu-m*tnv\&*i--7'>7 vzmm 

(IgGK k) T&StitPrRP^/^D— (P2L-lTa) (Biochem. Biophys. 

Res. Commun., 257#, 264-268H (199850) £\ 2. 5mM Probenecid tO. 2% 
BSA£#tf Hanks 7HBSS 120m lfcT^IRU kbZAQL-1 (1X10^) tMVXl 
W-O^oL^-v-a^, §77^va>5/il^ FLIPRJ396ft7V-b (V- 
25 Bottom7V-K Coster*}:) ^bfc 0^«, lr>7>:7>- h£TS) . HB 
fl&TV— hO-feifcn— >^H7i< Hanks' /HBSS(C2.5mM ProbenecidSiD^. 
fc?fe#A'y7 7-f, :7V— h«7*y>^— (Molecular Devices^) <&fflV^T 

7^-ht1J->7;V7U-h*FLIPRtCiry hU SlSgftfTofc (FLIPRlc^O, 
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£ft<£9> fchZAQL-l (3.3X10-"*) ZLl-107ate3. 3X l(r 10 MT1$ 

97%, 10tt^Mt*©*Vi3.3X10^Tt>l997X>PttbfcCt3^to^<5. ZL1- 
5 234ate, t: hZAQL-1 (3. 3X10" I0 M) ^4;i/Jg«03. 3X10' I0 MT»?J 

87%, 10fg ; E;i'iiSWi«Vi3.3X10- 9 MTfe^98%P^JbfcC:t^t)^^. — 13. 
n> hU-;i/WT^€)P2L-lTaT«> fc hZAQL-lJ: 0 KHg^;Mgg<DiU^3. 3 
XlO- 9 M^^V>Tt)b hZAQL-mtt©M«l.e> n&J&>ofc. 
£U:<Z> ZLl-l07a:fe,ktfZLl-234a«, t hZAQL-lcDiffl»Ca H ±# 

«M 6 

jflStffOk hZAQL-1 0£fi 
15 -T y^iS-BIAfc^tK t hZAQL-l££fiL&. |g**S2l:^t. 

■C*2) ' 



fchiL»ZAQL- 1^6ggflH4 


No. 


J5tt(fmol/ml) 


£M4(fmol/ml) 


1 


2. 33 


0. 84 


2 


1. 39 


0. 90 


3 


1. 43 


2. 03 


4 


2. 06 


4. 46 


5 


1. 52 


1. 20 


6 


4. 10 


1. 02 


7 


1. 92 


1. 65 


8 


1. 35 


0. 62 


9 


1. 69 


0. 93 


10 


1. 62 


1. 41 


11 


1. 21 




[ 12 


1. 48 
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fcHfoJfc (1ml) : 
JStt;l. 84±0. 23 fmol/ml(mean±SEM, n=12) 
51 ±0. 35 fmol/ml(mean±SEM, n=10) 



5 H»7 

k h«^©b hZAQL-l®RP-HPLCK:«fcStfctH 

*K«6 lCfi«©, k HjMI'I't^nSk hZAQL-l^ft»tt*^rsfc 
ft, k h«10mHC7"feh-bUJI/ 20ml**JPbTjRft«» jt&fl* 
(15,000rpm, 5#) &ItV\ * >MK<Dtf&&ft ofc, ±»&*ltte*£. 
10 Jl©iB»**<lSa» (ODS-80™) $ffiV^j£fflHPLCt«koT^Pibfc. 

fj^A : ODS-80™ (4. 6X250 mm) 

»«*:A«[ (O.OBXhU^I^OlWte* 5%7-fe b~ h U JP) 
B8£ (0. 05% h U 7)V*umWt$G. 60%7-fe h~ b U;i>) 

^lC30^B3^W-T30-40XtCttiaWC±#S"&fc. 
jjgji : 1.0 ml/# 
#B : 0.5ml/tube 

250m 10/ty7 7— Cfc»#3Mi\ ±IB*iS 
20 mK«©lr>Mv3 1 fc-EIAK:#U&. 

jtK+okhZAQL-KoftafiHttt* &^£khZAQL-i<Dj§tHMfc&fcH£ 

n/c (IUW102%) ttlT>My^8rBIA*** kMAQL-l£&fflL 

25 ^nJ;D, JlOSI^e, rt+^khZAQL-lO^IIiSr^T^^aS^ 

Si«4'©t hZAQL-l©£» 
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5 ^*^«3(c^-r. 



C*3] 



No. 


4-13jg 


1 A OTifS 


oo /ifCS 


pi -fig 




(fmol/mU 


(fmol/mU j 


Umol/nii; 


uinol/nuj 


1 


2.57 


6.86 


O AT 

3.07 


A AC 


2 


9.80 


O TO 

2.78 


O TC 


1 oo 


3 


3.10 


2.26 


b.lo 


1 OA 


4 


8.89 


O OA 

2.89 


O OA 

3.80 


1 A A 
1.4U 


5 


11.0 


3.52 


5.74 


1.58 


6 


7.08 


1.17 


0.37 


inn 
10. U 


7 


4.77 


4.56 


3.46 


4.19 


8 


8.12 


8.18 


3.16 


3.16 


9 


3.00 


2.69 


3.95 


2.63 


10 


2.38 


4.73 


3.57 


1. 63 


11 


6.81 


3.31 


6.72 


2. 


12 


8.99 


3.18 






13 




5.10 






14 




7.27 






15 




1.00 






16 




16.5 






Mean 


6.05 


4.75 


4.25 


2.86 


SEM 


0.89 


0.94 


0.39 


0.85 
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tcmmm a.5i±o.35 inoi/mnttmtzt* mkW& (4-13®) -eaw.o 

<&fc±#U f&tmM (28-40M) Tfe»2.8tefc±#LT^fc. 

mmm 9 

t: hZAQL-10RP-HPLCCJ;Sttffi 

10 mnM8\zmffio, imfam*\z$&nzthmi-ify&t£&*n%.T%tc 

(15,000rpm, 5#) £fx^> * >/^«<D|&3c£tTo fc. ±»&«|g<ejfta, 
£0Mg-&*tt& (ODS-80™) *m^ZM®MLUZ&?TMnW7 £ 

^«4>Ob bZAQL-l©&g?§'|£^ U£k>E\L hZAQL-lO^fflMtC^ 
20 hZAQL-l£&ffibT^5;i£«fS£nfc. 

citieto, mm\Zs foM*otvik%-\mmt±.¥i\sT^%z.£ifit>fr*o 
mmm 1 o 

25 0FJM*£>fc: hZAQL-10^* 

^y^£-EIA(::J;DfchZAQL-l££Mb£. f«H 
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Mi 
to 

TO p 

as v 


O 


122 ± 12 


{on G 
^# 










24.5 






211 ± 


a 

tzz_ 

TO 


CSJ 
CN] 


131 ± 15.8 


m 

{nn 


LO 
i— 1 


± 23.7 






co 

i 




& 


^finol/mL) 




5 


ZAQL-1 1 



-J 

& 

'o 

i 



+i 

ig 
G 
■B- 



K:fc^T> b h ZAQL-1 7$Wfi£^U felt £ «fc B» t h ZAQL-1 (D^l*!®!-©* £ 



«J 1 1 



WO 2004/065419 



37 



PCT/JP2004/000498 



WffeM$>Ot hZAQL-l©RP-HPLC(Ci:^^ffi 

mmw 1 o \ztzm<D, ^m^c^tns k hzAQL-i^^tt^ra^-r^fc 

IPM0.45 mlKT-tr b~h>j;U 0.9 ml £»LT*g*Q^ jl<fr#!ii 
(15,000rpm, 5#) 37 >A^ftOl&££tTo£o ±tl£$|iSS£$im> 

5 ^J7A (ODS-80™) *M^Z>T&m?MZ&oTnMm7 t 

1 1 K^T 0 

10 M^OkhZAQL-lO&gfgttte, ®.h/u£t: hZAQL-l<Z)$ffi&BK&ffl 
ZAQL-1 SttfU UT^S £ <h#5tf££n&, 

20 &©{^/B£«J1-5£t£J;rK WZtt, ffifc®l£B (M, J§&> T$I> «»> 

m, wm®%> mmm. mm. wmm, mm, m^mmm. $mm, nnz 
mm, ^m, mm.m, m> ^m^m, mmm, mmm, ^-g^mmta?) , 

a*fi&£) > «rm# cflu ncisttw it box 
&a ] , mmm* &mmmmm, ftftmmm. *Att»*, 7;^ a 
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t/u^a,, to, awasua, 7)V3-)v&fr& 

mm\z^m^h^> a set, jl«+©e#i#^ : i*fcttE*j#5: 2Tf$ 
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m * © is m 

i . mrnrn^- : i *fcttBBai## : 2 -e^snsr^ ywfiais^tf-r** 

1 13*^/ * p-:J-;Hft#. 

3. SE?iJ#*t: 1 SfcfcB3*J## : 2T^$tl5T^/^IB^J©, SI8~9, 
11, 15, 17, 2 1, 2 3, 2 5-2 8, 3 0, 3 4, 3 6-3 7, 39 
— 40, 44~4 6, 4 8, 5 2-5 3, 5 5, 6 4, 6 6, 6 8, 70 — 7 

10 3, 7 5-7 6&<fctf7 8-8 6&B<D7=i;Wtfr*>mUnZ<}>fc<thZ}>t 

4. gsawt: 3Tg$n^75y^E^J*#r^^u^^H^rab^ 

5. «»<b$nfcis^iiB«o : Ey^p-^-;pg['i*. 

15 6. ZLl-107 (FERM B P - 8 2 5 6) T«g^Sft5/Vf H 

-^«Hia*^^4$n#5ZL i-i o 7 a-est^snstt^miBK©^/ 

£ P-^l/tfrft. 

7. ZL 1-2 3 4 (FERM B P - 8 2 5 7) T^StlS/W 7>J H 
20 £ U-j-)Mfofoo 

8. i^fc«ia^j#^: 2T^$ti5T5 smMm&mtz^? 

9. Wf^qillBao^/^P-^ttfr^^rUT^aE*. 

i o. ^srtBa, ^srtfftesfctttupwwoTpRF • 

25 9lE«©|S^o 

11. |»*5illB*O i e/^P-^tt#*'&*tTJS:*^»ai. 

1 2. ^SMBW, ^SrtlllJfe^fctt^lPW*©^*!?****^! 1IB 

13. ft&Rl&ft<D*;#u-1-)Viftft&i5GhTfcZ&tirm. 
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5 -ff : i£tc\$m&m^: 2T^£ft57$/m@B^J£^t-5#U^7 p 3 1 F£ 

1 6. ?%ftmm. ?nftmfc&fzmmmgr$>m*mi sib 

1 7 . ff#s i Emo^e/ ^ d-^i^^ £«itft£ftfc@a 

10 ?>J#^ : 1 i; »@B^J#^ : 2T?3l$ft575y m@B^J T 3 # U ^ 7°5=- 

15 is. (a) ffi^iCTMtfcrt^eiB^^y^p-^tT:^ mmt 
znrcmxm 7 ib*^/ * p-^;ptt#* cfc«&$££j££-&£m> gut 

20 zmfctz ^t^m^tt^wm^ounm^ : 1 £fc&@s?<j#*t : 2 

1 9. H^llBttO^y^D-^ttfrSai^TS/W^U f-tmis. 
20. ZLl-107 (FERM BP — 8256) ^fdiZL 1-2 3 4 
(PERM BP-8257) Tf«*Sn*»#« 1 9fB*©/Vf H-T 

25 A91&. 

2 1 . 1 9 «*©A< F-^»fifc4#rtXtt£#*T**U 
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2 2 . if %mm\z.msT, urass i mm®*; ? u-i-^^om^m^ 
mm, 

5 jexoit^iiHfto^/^D-^i/tft©^. 
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SEQUENCE LISTING 
<110> Takada Chemical Industries, Ltd. 
<120> Antibody and its use 
<130> 3138WO0P 



<150> JP2003-14055 
<151> 2003-1-22 



<160> 3 

<210> 1 
<211> 86 
<212> PRT 
<213> Human 
<400> 1 

Ala Val lie Thr Gly Ala Cys Glu Arg Asp Val Gin Cys Gly Ala Gly 

5 10 15 

Thr Cys Cys Ala He Ser Leu Trp Leu Arg Gly Leu Arg Met Cys Thr 

20 25 30 

Pro Leu Gly Arg Glu Gly Glu Glu Cys His Pro Gly Ser His Lys Val 

35 40 45 

Pro Phe Phe Arg Lys Arg Lys His His Thr Cys Pro Cys Leu Pro Asn 

50 55 60 

Leu Leu Cys Ser Arg Phe Pro Asp Gly Arg Tyr Arg Cys Ser Met Asp 
65 70 75 80 

Leu Lys Asn He Asn Phe 
85 



<210> 2 
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<211> 86 
<212> PRT 
<213> Human 
<400> 2 

Ala Val He Thr Gly Ala Cys Glu Arg Asp Val Gin Cys Gly Ala Gly 

5 10 15 

Thr Cys Cys Ala He Ser Leu Trp Leu Arg Gly Leu Arg Met Cys Thr 

20 25 30 

Pro Leu Gly Arg Glu Gly Glu Glu Cys His Pro Gly Ser His Lys He 

35 40 45 

Pro Phe Phe Arg Lys Arg Lys His His Thr Cys Pro, Cys Leu Pro Asn 

50 55 60 

Leu Leu Cys Ser Arg Phe Pro Asp Gly Arg Tyr Arg Cys Ser Met Asp 
65 70 75 80 

Leu Lys Asn He Asn Phe 
85 



<210> 3 
<211> 81 
<212> PRT 
<213> Human 
<400> 3 

Ala Val He Thr Gly Ala Cys Asp Lys Asp Ser Gin Cys Gly Gly Gly 

5 10 15 

Met Cys Cys Ala Val Ser He Trp Val Lys Ser He Arg He Cys Thr 

20 25 30 

Pro Met Gly Lys Leu Gly Asp Ser Cys His Pro Leu Thr Arg Lys Val 

35 40 45 

Pro Phe Phe Gly Arg Arg Met His His Thr Cys Pro Cys Leu Pro Gly 
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50 55 60 

Leu Ala Cys Leu Arg Thr Ser Phe Asn Arg Phe He Cys Leu Ala Gin 
65 70 75 80 

Lys 
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1. With regard to any nucleotide and/or amino add sequence disclosed in the international application and necessary to the claimed 
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table(s) related to the sequence listing 
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Box No. n Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet) 



This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 

x - QD QaimsNos.: 15 to 16, 22 

because they relate to subject matter not required to be searched by this Authority, namely: 
Claims 15 to 16 pertain to diagnostic methods to be practiced on the human 
body, and Claim 22 pertains to methods for treatment of the human body by 
therapy. 



Claims Nos.: 

because they relate to parts of the international application that do not comply with the prescribed requirements to such an 
extent that no meaningful international search can be carried out, specifically: 



3-D 



Claims Nos.: 
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